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MEH 24 ~72 h, KA T EACH F PCR(MSP) 4l RASSFIA 5 B B 35 F K 3549 ¥ AL 2 % B 0L ; 423 EGCG 4L 22
J& A2780 %8 J49 RNA, /A i# 55 5% PCR(RT-PCR)# | RASSFIA #9 K=K F, SR HEKRET,MSPLREF
A2780 48 BT il h RASSFIA K1 & 20 F K3 A W 249 F AL E W, 45 50 pmol/L EGCG # 7 72 h /&, F A4k
KA T ES, mAE T EALKE S %, RT-PCR 277 EGCG £ 7| & fo bt MR B HAT 8 A2780 Zm i, RASSFIA 2 B
mRNA e & & &k, i€ EGCG #efk RASSFIA AB AP A4t LA T RAMARFFZE O REART, X
T e 2 BN 89 ZAUH
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Effect of EGCG on Methylation and Expression of RASSF1A
in Ovarian Cancer Cell Line A2780

SHEN Qing-xiang , WEI Fu-qiao
( Department of Gynecology ,the Second Affiliated Hospital , University of South China,
Hengyang , Hunan 421001 , China)

Abstract: Objective To investigate the effect of epigallocatechin-3-gallate (EGCG) on RASSF1A methylation and
protein expression in a cell line of A2780. Methods The cultured A2780 cells were incubated with EGCG for 24 ~ 76
h. After that, DNA was extracted ,and the methylation in RASSF1A promoter region was determined by methylation-specific
PCR(MSP). The mRNA and protein level of RASSFIA was detected by RT-PCR and Western blot.  Results PCR re-
sults showed non-methylation band and methylation band was detected when A2780 cells was under quiescent condition.
When the cells were incubated with 50 wmol/L EGCG, the methylation band level was decreased, and the non-methylated
DNA was increased. RT-PCR and Western blot also showed the mRNA level of RASSF1A was increased in dose and time-
dependent manner.  Conclusion Demethylation of RASSF1A and increasing its mRNA and protein induced by EGCG
may be one of the mechanisms of its antineoplastic activity.
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H RASSFIA R IUA R Aol AL Je s B
BRI, DA L3R a3 SRyt & a5 i AF R B g 245 49 it
FERHGE  BPEE F EZ Rr S 2 B fs b, BB
FAE H BURE R FMAAE B A8 £E B F R 2 ae iy, R ek
STROR BRI BT B, A0 IR 5198 2 Wi Al
TRTT A AR W | (0 A A7 R AR SR I8 T 8 9 42
TR0 2R R FH LA R TR 24 i 0 i ) 7 A
SAEAEFRM T MEREEFER Y AER, KRBT
iR 25 C s R R R A, RGBT IL
KE BB T BRIER (epigallocatechin-3-gallate, EGCG)
S B TR B 1 —Fh 22, %) 1 i 1 g
HUF MR VRO LA S B 2000 55 2 Fh G ME I B
AR S A VR 1 BRIEZ M, EGCG iR B T
RAF PUR PO LA T B A R 2R Ao
ARG E T EGCG XTI AN 22 A2780 RASS-
FIA BB LL I B4 A Tos i, Tk EGCG
e 0 EL 95 T BIETT I RS SR

IR

1.1 ¢lpaiEss

NGRS 25 A2780 W [ IR 8 37 14
fEuty, F 37°C 5% CO, 5040 T, H & 10% R4 g
(BUHPUZER ) (1 mmol/L A& BENE 1% HREHE M 1%
W ( BT LI 1.5 g/L Na,HCO, ( Sigma) ¥
RPMI - 1640 15 3% 3 (Invitrogen ) £ 3%, EGCG ( 4ii i
95% ) B Sigma 23], F 3L H1( DMSO, Sigma )
Visfitt , — 20°CORAT, I A FH 35 7 5600 B 22 iR vk B2
DMSO ZAf AR 0.1% (v/v),
1.2 FLERAR SEGH

A2780 4HAEHE A T 96 LA P (ANHIE Y 1 x
10*,100 wL/fL),24 h J5 A 50 pmol/L EGCG X
0.1% DMSO (X} HRZH ) . K H CytoTox 96 @4 AL 7
PES T 1 ) & ( Promega) K59 LDH A R 1 2L
LDH It R (% ) = 5254 LDH 7= 4= /41 LDH
e RKREHCE: x 100% |,
1.3 BELEZM PCR 7l RASSFIA B3 FX
W REL

YA AL BREE RS, R A Qiagen 23 A ) DNA $2
HURF G A2780 AL EEH DNA |, 28550 06
T HR B A BB SCRR [ 12 ] ik, et 3k 1k
AR P AL 514, IF X 2B 1 15 19 DNA #4749
BRI R S I I 0LR 1, P3G & 0.
95°C TASYE 12 min, Ff5iH A 95°C 30 s.,58C 45 s,
72 C 60 s WG R, it 35 DMER KRG 5 T
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72°C 10 min, Z1E RV, B 10 pl PCR 7241, 4 2%
BrfEE Rk K E

®1 5IMER

5% ST EI(5 -3") K

RASSFIA-MF GTG TTA ACG CGT TGC GTA TC
RASSFIA-MR AAC CCC GCG AAC TAA AAA CGA %0 e
RASSFIA-UF TTT GGT TGG AGT GTG TTA ATG TG
RASSFIA-UR CAA ACC CCA CAA ACT AAA AAC AA 108 b
RASSFIA-F  TCT GGG GCG TCG TGC GCA AA
RASSFIA-R  GAA CCT TGA TGA AGC CTG TG 284 b
B-actin-R CCT TCC TGG GCA TGA GTC CT

204 bp
B-actin-F GGA GCA AT GAT CTT GAT CTT

1.4 RT-PCR #il] RASSF1A mRNA &i&

WCE 1 x 10° A2, #5e FESCHR [ 13 ] 7 Tr-
izol ( Invitrogen ) 0 7 HEHL RNA | S5 380 %% 5% i cDNA |
F2 LR 2403647 PCR 9714 .95°C 5 min, B #E A 40
AMIEFR:94°C 30 5,54°C 40 s,72°C 60 s, FZ& 72°C
10 min, [AILL B-actin NAENZ, W45 R, ™
WA RIS
1.5 Western blot #&il] RASSF1A EAHRKIRIE

EGCG ZbBREE W5, H 4°C PBS Pl PEik 2 Ik,
B S5 A 100 pL 8 P800 S P2 U & 1 (VL8
HARUNH) . BCA E & (Pierce) JFHL 20 pl FHH
5% 2 x SDS—_LFEZE W T 100°C 5 min 5T
SDS-PAGE., HLJK 45 H )5 4% Bt , % & anti-RASSF1A
Z i EPUR (Santa Cruz) , VeI, B3 E —Hr (dbat
#2) ,ECL &% (Pierce) , [F]fEH] B-actin f
HNTSIR (AL .

1.6 SitZESH

A SES B 3 W, H SPSS 13. 0 4T Dunnett’s

8T, DL P <0.05 Hl WS BEE,

2 % R

2.1 EGCC MRS

R T IEOR [R] VR BE ) EGCG X A2780 4 il A
TR, XTI LDH i A5 ST TR, dn &l
1 7R, 457 K574 80 wmol/L EGCG AbFE A2780 4H
M5, 5 DMSO Xf HEZL L8 ,24 ~ 72 h PN 40 i v
Y LDH CH 225 (P =0.068) , XMz Mk E
JEFE M EGCG X A2780 4 Mg JF JC 40 M ¢ 1k, 40 g
HagE 4 ) 525 2 W] EGCG % A2780 41 B 41 i 1



1C5, M 50 wmol/L( BHEAR BN ) . FILBE 5 R 78
K H 50 pmol/L AE M AL BRVE

12r B DMSOXJ R4
3 50 umol/L. EGCG4H

LDHiki ti Z(%)
(o))

24h 48h 72h
EGCG{E It ]

1 EGCG f A2780 4HAE LDH R84 820

2.2 EGCG Xf A2780 #Aff RASSF1A EEHEL K
=AU

H AL R 5% PCR 255 7R, A2780 4H it i )5
R (0 h), TR RASSFIA HE K 3 ) 1 X 35,
A S %) B AR Al AR B R AR . 2 A2780
A5 10 ~50 pmol/L EGCG W #E 72 h )&, H 34k
SRt W i (&1 2) AR B AL S R

0 umol/L 5 umol/LL 30 umol/L 50 umol/L EGCG
M Uu M U M U M U

2 EGCG 3t A2780 408 RASSF1A BREAL M
M. 34k RASSFIA ;U EH 34k RASSF1A

2.3 AEFIE EGCG XF A2780 4HAE RASSF1A EHE
mRNA ik HIF 0T

0.10.30 .50 pmol/L EGCG 5 A2780 #u i &
96 h Ji, RT-PCR %5 £ & /x, 5 X% M 4 Ik %,
RASSF1A [ mRNA B EGCG ¥ J3 B 38 i i 1 =5
(P <0.05),%W EGCG REHI = 41 RASSF1A 3t
mRNA RIEIKF- (K 3)
2.4 AREFIE EGCGC XF A2780 A RASSFIA EH
FRIEHIF M

EGCG fEH T A2780 ZHM I, RASSF1A 2{K3%
KR A, 4 10,30, 50 pmol/L EGCG 4b H 7,
RASSFIA 2 /KB EGCG ¥ B Y 384 v 1 38 1=
(P<0.05), MM N3 B-actin 75 1A AbFEZH 345 A
A RFEEFEE R I 4,

0 10 30 50 pmol/L

= [N

*

*

sl

0 10 30 50
EGCG# & ( umol/L)

S v

RASSRF1A/B-actin
(= S R > - - ]

B3 AFERE EGCG Xt A2780 ZABE RASSF1A mRNA &
A
* G HRZH (0 pmol/L) L4, P <0.05

0 10 30
PR S S S RASSFIA

50 umol/L

S SR G G (-octin

1.0 .
£
508
&
=06
2 04 .
a * '
S
ol
0 10 30 50

EGCG% JE( nmol/L)

B4 AEIRE EGCG Xt A2780 4B RASSFIA BEEKRIE
gbA

w  GXTIRZH (0 wmol/L) HL#E, P <0. 05

3o #

Bl I 20 R 25 B8 R 4 i 35k PR R Ak v
SRR ) K A AR, AT H 4 3 T 0 20 i Y A%
AR RS B T R L2 R & DNA P51 1Y
Ak HAT LI T DNA HEAE B 8ok RNA T
P4 7 AR Sy e eg 240 B P s 2 ) B PR i AR =,
HiLL DNA At DL, e HOR s 56 R R ek mT
S BUSLR B S S R AT 5 | A 40 S 1 0, D L9
S B v 4 9 2L B RASSFIA 2 H BB 9% 19 #45
53. 3% I B A7 76 = H 34k, HLOP SR 4141 RASSF1A
B A PRI KT B BAR T 1E 5 A\ B8 R O S 4
g1, F I S L | BJH RASSFLA 3Rk /K-
AR I AT R R

SIS 25 & AT R va 7 O0 S0 10
BT (A BE 2 T R A 24 20 R R 1 7 AR R B0A
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SR 51k R PE T R R A B i
SERAR G 2 TR PR o H A 52 B BE A FL I O
&, 2 Wt T H2A 12 BB e 2 B R
BARIRFFTIGE S R ZWHE AR EE A, H
AT EM 30% . K2 RER A A A
HEmE BLZR & A4S EGCG BB TILER &
ILERKE FREEMERILER, EWiE L EGCG
R, AR YU PR R A DL K e g R Y A )
REU, BB X EGCG YURBIARKIEA , H AT UL
SEIRBT R A B IR T 9T 2 b

FEAMFSE K B8R A2780 40 M 7E H EUIRAS T, 4 i
RT3 B Y R LAk RASSF1A S K ik F 3
R i TR R O S S O VN L
RASSFIA FERIAL T HIBALIRA . 2 A2780 £
50 wmol/L EGCG AbHH 72 h J&, F 34k 2% B ik
55, IR AL SE R A s, 3R EGCG REi e i
A0 L RASSFIA &[5 i FE JEARIR S . Bl 19 RT-
PCR il Western blot SZ¥0t{IE 5% EGCG fiE#E mRNA
FIEE KRG I RASSF1A JE[R () 2638 7K

EGCG %% RASSF1A 3 K HH 3 Ak 1 ML il 18 AN
THAE s 20 e H Ak iy ik A v, B SRR RO R B
i 3 2 R AR L A o ek 2 B 9 i PR T g
EHAERM R B2 AR T 4 R — sk
T RASSF1A KE [ 5 51 890 19 & A R J 25 UTAH ¢
EGCG BEAH FL B R4S 238 FF WK &2 A il g A= <
I DIRE , BRI B AT AR S —Ff B AR il 550, A AT g
OISR YT R B2
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